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mmmmm] 

(a) TRAIL-Rl R X//X (iTRAIL-R2 ^ L T v ^ ^ mmm I^ZT ^° V MSI" 

(b) TRAIL-Ri;?5.U'7X(iTRAIL-R2^^mLTV^^ H hjE'^mmKlt§m'^Ri3^^ 

(a) TRAIL-Rmy^y3lfiTRAIL-R2^IIIIL-Cv^^MflaiCT^i^° h - v;^ 

(b) TRAIL-Ri:5.y*yX(iTRAIL-R2=^^mLTV^^ t ME#«i' (if^¥^;5.t?^ 

[ff^:^ 4 1 TRAIL-R2t; It^^t ^ ;i>n'RAIL-Rl L ^ v^ff^:^ 2 X 

[iH*]^5j -^-^/^--^-^^/N-f r'; K-vtCct ^^- 
^M^:#'e^>^ i ^ ^mwt-t^. if *j® 1 ~ 4 (D\^^'rMHz%m,(D^jLVfX'>t^ 

\mwL(Di^wxit^(Dm.^mm)^o 

7 1 TRAILS <Oifc#Tt:««i;T 4^° b - ^^M^-T ^ff&l*^^^ 
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umm 8 1 TRAIL t (D^^rx-mmm i>zT^°v-z^:^i mm-r ^ i^m^ 

im-^^ 1 2 ] mmm. 5xio4;5:c^^-KfDBf K24b#f^i izp n^^v mmiz 

umm 1 3 ] mmm. 5xio^RxfRf;EwmsmmK^if^mmmi'ZM-r 
<i>LD50ffi7&noo//g/mmT'e^;i>i»*]^ i ~ 8 (D\^^-rfi^^zmm<7)^i^Xit^(o 

umm 1 4 1 mmm. 5xio^RzrKf^::^mm4mm Kisi^f^mmm^zM-t 
ummi 5] mmm.5xio^RnKiz^mmsmmizisiir;bmmmi>znir 
[fi^:^ 1 6 ] mmm. 5xio^RxfKJBmmsmm Kisn^mmmizM-r 

^LD50li;6«0.02-0. 11/. g/ml-e^^ff 1 ~ 8 <7)v^-r*^^^t-fe^O*iL#:Xfi'!- 

[If^^l 7] m^2. 5x103^5. Z/RJc«B#f^48B#^ tCiStt 
-5>LD50flt:0^^0.02//g/mimT-e^;|)m^:® 1 ~ 8 <D\^^-rM^zmm(^^i^Xii^<^ 



miiE#2 004-3039220 



#il 2001-243040 



3/ 



tt 'i) ^Iffl^ twMi" ^ LD50®75^0. 02-0. 11 g/ml "C^ ^ It ^1^:^ 1-8 (?) V^-f ti75^ 

[m*:^l 9] «m7. 5x104;?^ 0^'R)SB#^24^r^lii3lt'2>i^ hfPmic 
Ml" ^ LDSOflt Ifflmm2. 5xl03;5: (^KS0#rHl48Bf r^l \^ i3 It -?> tcMi" ^LD5 

o^co 2isJ':J.±-e*)'i>i»^js i ~ 8 (D\^^r^ii^\~-%m.<om^'x^t^(r)mmm)^ 

o 

Ml" ^ LD5offi/6^ mmm. syLioi^wu-j^^^fMrn is ^ mmm (c^i- ^ lds 
oM<7)io^§j':;±-e^)^mAt^]S 1 ~ 8 <D\^^'rMHz%m.(D\x^:^kt^<Dmum^ 

o 

[mMm2 1] mmm.5xio^RifKf:L^mM2mmKisif^\:: vmmz 

o 

II**]© 2 2 ] mmm.5xio'^RtfKf^mm2mmi<zisif^ \l y^mmm^ 
n-f^\mmii\ rnutn. ^x\<^'^wK^nmmmz^^^^mm%\zn-t^\m 

offi<^50lS-ioo^s-e^);E>it>|t]g i ~ 8 (D\j^'fM^\z%WL(oW^'5L\t^(r>mMim 

[fff*« 2 3 ] mmm. 5xl04:?^?7M)SB^^24^r^i;i3tt^ h 
^^1-^LD50jit^^ mm2. 5xl03;?5.r/RSB#rBl48B^PBltli3tt^«fl&t;Mi--?>LD5 

oiit<7)iooigi^±-eab'Sfi*:^i~ 8 ov>-rtL;^^tcifimof;L^X{±'e<5C)MH^fitiifM-o 

[if*:© 2 4 ] 0*fflJ!&;6^Xolo2O5*ffl!&-e* ^ Iff*]© 2 . 3 . 7 . 8 25:0=' 1 
3-23 (D^^-fM-\z%ZWL(r>m^-X\t^<^^mm'^)^o 

[it*^2 5] mmmii^. Colo205#m. U251f«XtiJurkat«-e^^ 
it*:©2> 3. 7;S:t/8 0v^-rtL;6-l^ie«<7)^#X{±^<7)Mt^6tJif>i-o 
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'f-'sp^mm. m^m. ^mm. ^mm. mMUm^±&m. &!nm. ^^m. m 
^mm. m^m. mmm. mMm. § j: ^ mm. mnmm. "^-np^mM^m. 

im^m 3 0 ] m.i^xii^<Dmmmm>T-<7)^^mmooiu g/bodyX{±5mgA 
gx-^^m^m2 6-2 9 <D\^^irMHz$zm<^^i^xii^<^mmtm>io 

m^m 3 1 1 ^i^xu^<7)mm^mn<o^^mi)^20ju g/bodyX(iimgAg 
x^^mMm2 6 - 2 9 (Di^'rfii)^zmm<^^xi^xii^<Dmmm>T-o 

umm 3 2 1 mi^xit^<Dmm^m)n<D^^Mm/x g/bodyX{i2oo// g/ 
kgx$>^m^m2 6-2 9 (oy^^'fMHz$^m<^^i^xii'^<r>mmmm>io 

im^ms 3] i^i^xit^(Dmm^mfi(o^^m:^njug/hodyxmo/igAi 
gx^^m^M2 6 - 2 9 <D\^^-rfi:dHz$im.<^m^xii^(Dm^m)^o 

:g 1 - 3 3 (D\^^'rM^z$m<Dmiif.xiit<Dmmmm>fo 

[W*:^3 5] ^^-f K--7E-11-13, H-48-2. L-30-10. N-18-12. W-4 
0-5^ X-14-4. X-51-12. F-4-SXiiG-3-10KX'OM^^ti^. TRAIL-RlX(iTRAIL 

-mz^^t^^i^xii^(Dmtmm)^o 

im^ms 6] $ItS=^;^%ERM K-vH-48-2. $ 
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it#-^7&^TERM BP-yegS-eab-S^^-fy''; K--7E-11-13> ^K#-i-56^TERM BP-7699 
t?^^/^-f yi; K-vF-4-8X«^lt#-^56^TERM BP-7700•e^;|>/^^ 7''; K--7L 
-30-lOtcJ: f)M^i$tL^. TRAIL-RlX{iRAIL-R2mS^1-^f/L#X(i'eotttg6tJ 

[f**jR3 7] E-11-13. H-48-2. L-30-10. N-18-12. W-40-5. X-14-4. X 
-51-12. F-4-SRXfG-3-10^^h^j::h^:^^hmifiX^. TRML-ii2K^^'r y ^ 
n - -t * t- -i) ^ W K - -7 o 

UmM^ 3 8 ] ^K#-^/^>%ERM BP-7599-e 'i* ^ ^ ^ 7 V K - vH-48-2. ^ 
K#-^/{>%ERM BP-7698-e * ^ ^ ^ 7' K - "^E-l 1-13. ^K#^;6^TERM BP-7699 

-30-10;^^ i^^t^tL^. TRAIL-R2lc|g'^t-^-=ey n - ^;^fjt#:^E^1-'i)^^-r 7" 
'J K-Vo 

Umms 9] ff*:^3 7X{i3 8 Bam<7)/N-r K--7^^«L. ^fib 
^-i)^«!^;6-'bTRAIL-R2lC^'g-r;2>i5L^^$^fl$i-r^ ^ ^mWnt-r^h, tiLTRAIL- 

[W^:g 4 0 1 it^]^ 3 7 Xti 3 8 |Sm<7)^^^ 7 K - /i>- ^ J;lTRAIL-R2 
- i- ^ nm-r ^^ti #m tlr^^ tiLTRAIL-R2^ y ^ n - ^ ^vfjL^^O^it 

mmm^v'izm%m^:^'^ ^ =^ ^i^^i- ^ sti tt^ v^-r tL;6-<7) ^ o-e^ ^ m^m 4 

oisi!co^ii:^-So 

[ff*^4 2] TRAIL-R2ll^^i->5>tn:#:<7)^a;6-^>. TRAIL-RlUfi^^ L 
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[If*:® 4 4] M^^^ -kmm. ^^it^^. mm. mmm. 

=¥'s\^mm. mmm. ±m-m. ^mm. mwMmw-±&m. i^mm. m^m. m 
^f^m. m^m. mmm. mmm. ^^omm. m^mm. ^^i^imiM^^. 

mm^m. M.vtmm,m. nmwimm. mmi&mm. m^«> nmwm. nmrnm. 

[0 0 0 1] 

:^mMliT^° Y - lCM-^-r^mm^^--e*^TRAIL^#m(TRAIL-Rl)X 
(iTRAIL$##:2(TRAIL-R2)^ig|ic-r^t)LTRAIL$##: (TRAIL-R) ^m^m-t^o 
^hiz :^mm «i , WTRAIL-Ujii^ ^ ^mf^'j^ tir^^ TRAIL-R ^ L T v ^ -2) |Hia 

[0 0 0 2] 

(t^^5fc<7)ii«] 

is T . iE# =^ Ifflfl&x^t CO a6 D ^ ^336^ ^ Iffl^S^ (i T 4^° h - 

et al. (1972) Br. J. Cancer 26, 239 #DS]o T>i^ h ~ (i, 

toh. S., et al. (1991) Cell 66, 233-243#BS] o T h - 7. X ^ ^m^^ 

m^j:t^<Dmmi<zfj:^:ztf)^^^t^K.hKX\^^:ho tfz. :^^^^ir-<^mmTb^ 
Tyi^h-zy^izXnW^^tirLt^t. AIDS. T -^-m. /^°-^>y 

ym. mmmmmmim. mm^mm^^. s^^^ii^jt, 

$>'2)[Kataoka, S. , et al. (1996) The Oncologist 1, 399-401#BB] o 
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[0 0 0 3] 

"9. I*IH140^0^ LT. myc. bcl-2^ t^'CD^itirT-^. p53>^ ^O^iinaiJilf^ 

93) ^.^E^ 11, 17, 2324-2328#HS] „ ^^'i-Hft v i L-r(i. it^WA^M 

94) SfflS^ 49. 6, 1152-1157#M] o 

[0 0 0 4] 

. M»a^H^-/3 (TNF-/?). Fas'; K^t ^OM5»a^H^ "7 r ^ U - (TNF7 
T^';-) lCJli->2):^Wra^$tLTV^^o TNF-a:S.tFrNF-/?(±®mtlT'i^° h 
-vX^gl^i"'^ t<7)$R^7{>^^ab^[Schmid, et al. (1986) Proc. Natl. Acad. Sci. 
83, 1881#BS;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#HS] o "^-^X 
<7)FasX{iFas if > KO'^M-fi^ti ^ e^&^!§^B<^m-. ^ Ml" ^ ^ <!: , Fas 

'2)#Hg*SoTV^>5,i t75»^^?t<^l^$tt-CV^>5,[Kraiiimer, et a 1. (1994) Curr.Op 
.Immunol. 6, 279-289#BS ; Nagata, et al. (1995) Science 267, 1449-1456# 
HS] o Fasi;#Ma^mg^1-^r -7 ^ ^-e-^^^^y ^ ^-:^;^t^L#{± 

TV^^ [Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] o 
[0 0 0 5] 

TW]y±y°^ - y T 5 >; -<7)^T-(i> Ifflfla^l-K^^ ><7)v;^7"-r .y-^^S^ 
<7):i?4t;ct O 4" ^ Fas K;S.OTNF- « cO^^^-Cab-SF 

as:5.DTmi{i. v 3 v a "^^y^J^g^JtfeT-reaperLGolstein, P., et al. (19 
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95) Cell 81, 185-186#BS ; White, K. , et al. (1994) Science 264, 677-683 
tffi 1^114 ^^i-^it-e*>2) r7"XK^-f>J tmf^^r^' V-iy^<Diy 

r y -7"^- 55-T-FADD/MORTl O ^ L . FADD/MORTl \z^^ Lrv^^;^^yN°--tf 
(Caspase)-80?Smi:^^l^^-i-o ?f&mb L/c;^ XyA°--t'-8t3 i J) TijiL<7):^ >^ 
^^._^f^^^^|iH^;fg^4>f{^L.. ;R|l-6tltc«^T:1^°h-v>^^t^< [Nagata. 
S.. (1997) Cell 88, 355-365#BS]o 
[0 0 0 6] 

ifm<7)T'-i^b-v>5.^^^-r^TNF-7T ^ U-^T-TS^^I&l.^tL/io Wiley 
^[Immunity (1995) 3, 673-682#HS] (i, c:<7):^^^ riNFMi^ T^-K h - v;^^ 

^ KJ Xtiffiilt^ rXRAILJ ii^^LTto Z.<Jy^^\tt.fz. rApo-2'j5^"> 
KJ Xti rApo-2Lj <L ^DftitLTv^^CPitt, R. M. , et al. (1996) J. Biol. Che 

m. 271, 12687-12690#B3]o ^rt-tx iO^T-tiTRAILt LT2^HJ^*4'-C{iD^ 

[0 0 0 7] 

Fas'; Yh\tmt^: 0 . l/'X^i/^oTRAIUi^ < O H > (Oa^ft^-Cl^fcH $ 

tL^ (^j;i{i\ mm., ^\^^. j^um. /mi. ^tijfli'; 
^Bi) o ^\^x\^^<<>ii-<n>mw0f.\zii^^xm.%mz.mm-^^^o traiu* 

, Fastc J; ^^Ovi^'^Msjtt'Smi-^BtrBl+^^rt-e. TNFff T h - v ^ J: 
«9 ^ ^ < T h - V ^ Sil -/Stt^b ^-iJra^n^^^^tt-Cv^^o [Mars t 

ers. S. A., et al. (1996) Curr. Biol. 6, 750-752#BS]o 
[0 0 0 8] 

TRAILS ^ LT. ^^i-trtlSocT) ^ K^^^i^j^^ ^j^-^ v^^o TRAIL 

-Rl/DR4.S.Z/TRAIL-R2/DR5(7)-o<7)^#>ft:ii, h ^ -f > ^Iffl^rtllJtlC 

^>oi^7{)?f^^$tL-CV>-5>oTRAIL-Rl<^$E^0t?{i»lli. ^^MSlfllJ^x /hM. 
H^m^-^tfl^ hco#< <7>mi^'^'-eigi6'btL^o TRAIL-R2<7)^^^!^{i)5fM. 
l^a';>^^°it. i5fim^{±C^6<h LTt:. #'<c0M4^-eitiS-$tLTV^^[Pan, G. , et 
al. (1997) Science 276, 111-113#BS ; Pan, G. , et al. (1997) Science 277 
, 815-818#BS ; Walczak, H. , et al. (1997) EMBO J 16 (17) 5386-5397#BS] 
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o TRAIL-R2H amiR&^^ ^ v > ^ (alternat ive spl icing) J: ^ 2 ooff^ 

5{>^^fR^^ttTV>^[Screaton, G. R. , et al. (1997) Curr Biol 7 (9). 693-696 
#BS;Arai, T. , et al. (1998) Cancer Letters 133. 197-204#BS]„ 
[0 0 0 9] 

^ tL 4 -e iz^mm<^mmm kt^° h-i-T.^ mmi- ^^t ^ tir ^ [cr 

iffith. T. S., et al. (1998) Curr. Op in. Immunol. , 10, 559-563#BS] o 

^■r)\^X^i}^^7f^LX\^^:h [Walczak, H. , et al. (1999) Nature Medicine 5, 
2, 157-163#HS] o Isl i: <TNFV-ty^-:7 T 5 -t^SL. T h - v ;^ ll^j* 
•{^ii ^ Jf OTNF- a ^Fas V tit^^j: ^ . TRAILfi •^^7.RZ/^z^^4'if)^<D 
lE'^m.mzMLXmU'^^^^^tli^j::/}^^fz [Ashkenazi. A., et al. (1999) 
J. CI in. Invest. 104, 155-162#HB] o 
[0 0 10] 

. TRAIL<7)^##{iiE#mti^l&ilLT:fe 0M«^ttoa^6^a#tt{±*fi^$ 
:^im^-t^^t:^m^^i^ [Jo. M. , et al. (2000) Nature Medicine 6, No. 

5, 564-567#Hs] > tfz^ \i ymmmizi>T ^° h ~ ^st" ^^t ^mn ^ 

tlfz [Nitsch, R., et al. (2000) The Lancet 356, 827-828#.BS] „ M-MMM 
T *° h - V ^ilS-r ^ T 3'- T- ^ -y ^tnCFas^^ti . lC@Bf -CfiJ 

MM-^ ^ if H L-7':>;^^^>/^°>v-^^tcM'bLi6^^;^-'b. TRAIL(7)^f Ifflia 

izM-t ^mm.^mmimi<z±^ ^j:f^mt lt-^b^?s-d^\ trails t Mi^ttis 

^p°pt LT^5effli-^^'g-<^^^14tw^Fp^;6^'^lf;&-tt^tt/;[Nagata. S. . (2000) 
Nature Medicine 6, 5, 502-503#M]o 
[0 0 1 1 1 

TRAiL(D}i^mmizM-t^mm^mm'f^\^(omMii. a^x. trails y^^^^<Dm 

^lC'£S#L-Cv^^<h<^^^^>ai$itLTv>^ [Lawrence, D. , et al. (2001) Natur 
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e Medicine 7, 4, 383-385#BS] mmx.TRAILiS' K<7)^^tta*/fW^ 
[0 0 12] 

m^. •^'y:^ i^ik^ L TtiP^nraM^if n L^j:^-mastmmjiit>xWi^ ^ 

flfz [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 

5_562#BB] , ^mmm ^ if ^ l t ybmm ^ tifzm.mK.mFas v if y v 

Ti3fb-t\ fiJx.tf™iL^^45LJ!^.7!>^'^=^;i)i#'^i;#14(^'&v^Tn'^>^T- ^'J^'ft: 
^ -e 1^ ^ 9 5^*^ {i ^ 5J>^ {± ^ ^ o 
[0 0 13] 

TRAIUi. Hfri^<0;jttwTRAIL-Rl^L < {iTRAIL-R2X{i^tL^>(7)M:^t^fPffl LT 
T h - V X ^ M^f ^ TRAIL;6Wlfflfl& \zr if>. }^ - 7.^ If ^i" ^ t^cT) 

7.^^ 'j'^ tiL#^tCTRAIL-Rl/R2^^14 ^#^01" 'S) ^1 i: -Clf § ^ tJ- 

[0 0 14] 

[0 0 1 5] 

^Mit^^^t-r-B V-fe7°^--e^^CD20*^«J<h L;'c^^ He 
r2/neu ^^mh\^fz\L\- \m/^ts: t<D^y ^u-^ ;V m^Mm ^ 

m^i£. mmiwrn^mmirmmtLfzu^x^M. i^^Ltzmmmm 
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[0 0 16] 

[0 0 1 7] 

[^0^ >6^^ff Lxd t-r^ mm] 

[0 0 18] 

^^m^hit. hTRAIL-Ri:?5.tmt3^t-^t;L#:<7)f'^^t3MLTiljtW^L/c 
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(Oy^m [ (1975) Nature 256, 495#BS] ^m^^^ ^ tizX ^0 . ffMTRAI 
L-Ri;?5.?//X(iTRAIL-R2lcM'^-t^^y ^ jv^^^M^-^ ^^^^ f) K- 

[0 0 19] 

(1) miL-Rm0'7X{imiL-R2li^^t-^tn:#X{i'?-O^fg6lJif>T-o 

(a) TRAIL-Ri;S.t//X(iTRAIL-R2^|RimLTV^^^mi;T4^° h - vy!. 

(b) TRAIL-Ri:?5.t;'yX{iTRAIL-R2^^5aL-rv>^ E ME-^^fflflgtcti^^^^S-tJ^ 

(c) n hBfiiimm#*if^L^v^ 

_hffi<^(a)~(c)<7)^T<7)ttK^*-r'2>fcL^X{±^O^tg6«) 
^<7)«tgfitJifn- 1:-* o TTRAIL-R2t' (ilS^I" -i) >5)^n?AIL-Rl i±|S^ L ^ ^/^ 4) O ^ 
[0 0 2 01 

(2) ±fEtn:#:{±, •7«>;^--7^>1/n^:7''; K-"^, '^J^tfE-11-13. H-48-2. L-30 
-10. N-18-12. W-40-5. X-14-4. X-51-12. ¥-4-SXiiG-3-10K X ^ ^.^^iX^h^ 
y ^u--rMn.i^'C^ n . hUi^Th^ Ztm'i-t Lv^o E-ll-13. H-48-2. L 
-30-10. N-18-12. W-40-5. X-14-4. X-51-12. F-4-813 J: D tL^^y n 

^'uyv >G(IgG)M-r^*'9> G-3-lOl'J: fjjg^^tt 
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yN^f-T'; K-vH-48-2(i. ^st^-^-^^M B?-7599t LX . /^-f y V K--TE-11 
-13(i^lt#^7{>^TERM BP-7698t LT. y') K--7F-4-8(i^it#-^5e)^TERM B 

P-7699.hLT. y^^y'V K--7L-30-10(i^ft#-^/i^TERM BP-7700^ LT. -ett 

[0 0 2 1 1 

im±. L< {i2-10//g/mK L < {±10//g/mlJ^:il±T'^);5>o — 

##tci3i/^-r. «M (fiJx.{^Colo205lffl)3a) tlM1-^LD50lE/OnoOy«g/mmT. 

L<{ilOA«g/mli^T. J: L< {±0.7;/g/mU:JLT^ $ f> * L < {iO. 0 

2-0.ll//g/mK Mi>tti-t L<m. 02 jug/mllikTX-^ :ho ^LX^ m85c7.5xl04 

:S.TOfDB#rB^24BfrBm^Mt-5) hrai^t'^t-r-2)IJ)50{ii7:>^^2-10//g/ml-e^)t). 

mum. ^yi\Qi^:8LVFKJBmmmf^ u is it mmm^n-^hU)bom.m. 02-0. 

1 1 g/ml -e ^) ^ a^-tirO^^X (Dm^tfim}^^^^^m is T# t::«F ^ L 

o 

[0 0 2 2] 

\izioii^^mmm^M-fhw^om.(0 2m\>x±.. ut t < (iiof&m±. ct 19^?* l < 

{i50l§l^±. $ h izift L < (i50l$-100^> S L < (il00^&Jil.±-t: ^b^o 

[0 0 2 3] 

(5) $e>tc, :^§tmom.i¥Xit^<ommmm}iii. mm m^.i^^-v^-^'y:^^^ 
^m^itfzcoio205mmzm^-r^i><D) (omm^nmL. ximm^mm^^ 
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^-v: 14/ 



. 0.1 ju g/body (5 // g/kg) ~ 100 ju g/body (5mgAg) ^ tL^tL< UO. 1 g/body ~ 100 
;u g/body-eab -i) o '^J X. {J\ ^-^ft ^: L nOO g/bodyX(i5mg/kg. §f i L < (i20 
/u g/bodyX{±lmgAg. J: «9 $f S L < (i4;« g/bodyX{i200// gAg. ^ t L < 

(il//g/bodyX(i50/igAg-e3b^o tfz. 0. 5/^ g/body(25/. gAg) ^IS:-^ LT ^ J: 

v^o i^^mmtLxii^ iMi>fzy)m-sm<DmmximB^^^j:t:^m^fhfL 

^ o 

[0 0 2 41 

mmtLxii. i^mm. ^mumm. mm. ?im. hmm. m^^m. wmmm 
mmm. ^mm. M-mm. mm^m^±&m. ^mm. w.mm. mM.um. 

^mmm. nmmmm. m^^mm. m^m. nm^m. n^^mm. m^mmm 
> mwm. "^m^mm. ^mmmm. w^mmRv^^^ ^ )^•^^:^mm■^-(^^J:^m- 
hm^ftL^^J^-^J: <ti>i O^^^lf f^tL^o 

[0 0 2 5] 

(6) E-ll-13. H-48-2. L-30-10. N-18-12. W-40-5> X-14-4. X-51-12. F-4-8;?5. 
c;'^G-3-107&^'b'fc>2>^76^<b^{fn;|). TRAIL-R2lc^^-r^^y i^n-^;l/tn:#:^^ 

[0 0 2 6] 

(7) mU^^^y') V--7i:mmL. t#^tL^it«t»^^^TRAIL-R2tc|g>^i-^JjL#: 
^ ^Zt^ mWi t-t^. tiLTRAIL-R2^ y^u-i- mm^j^o 

[0 0 2 7] 
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^-v: 15/ 



mm yf)^ h ^TRAIL-R2^ j ^u~-^ ;l/tn:#: ^ fi^^i" ^ ^ ^ iff it ^ 1" > ^RAIL- 
R2^ y n - -t- ;i/tn:#<7)^5t:^v*o 

[0 0 2 81 

(9) TmL-^\:-^^-f^^^(n%miJ^h. TRAIL-Rlt3(i|S^L>fcv^^<7)^S^-r 
[0 0 2 9] 
[0 0 3 0] 

rtm^, mMM. TO^. pji^JS¥±j^^. ;S;f fr^im 
M^^. iiHss^. mmM. ^toWM. mmm. "i-'nnmmm. ^-^rt 

^ffi. M4^*fflM> m^mmm. mm^mm. m^m. #s^®. w^i^m. « 

[0 0 3 1] 

f;tTRAIL-RlS. y'l{2^ y ^ o - -r^ . ^^fiBIS L T T ^i^" h - v 7^ 

-r'i)?S14:6^*'5>^^:{ilR^:a^'^$tLTV^^ [Griffith. T. S., et al. (1999) J. 
Immunol. 162, 2597-2605#BS ; Chuntharapai, A. , et al. (2001) J. Immunol. 1 

66, 4891-4898#BS]o X^ii^X^tati^h . :Lf\.h(D\-nM-{t-^^ 7s^%(D^(r:>'X::h^o 
ttz. ^TRAIL^>/^°^5'g^ci3^/^TPp1M<^:^oTt^^. t: ME#fF^K 
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^-i^: 16/ 



[0 0 3 2] 
[0 0 3 3] 

i^tJL# tLXii^ A/ y'u y- >G (IgG) . IWlA(IgA) . |WIE (IgE) RZ/miAiim) <^ 

[0 0 3 4] 

1. 'TRAILJ^Zf^<Dtjii$- 

:^mM<DifLi^li. mmm^mi- cm) M^T>i^°h-v;^if#U:^7 >K (TRAIL 
) <D^mi^(TRML-R)izM'r^irCi^X^^ ^ (iMAlL-RUzKfBir ^Ui^. ©TRAIL 
-R2lzKfBi-^tjLi^. RZr(3)TMlL-Rl tTRAIL-R2(7)Wi^^zKfBir hmi^^^^^-f 

:^^mxit. (Dcc»f/L#^ r^ATRAIL-RltiL'ft^J . Q)Rlf®<^iX^'^ T^JlTRAIL- 
R2^#J t\^^o :iti>$)^o tfz. :$:0J*ffl#Hi5V^TTRAIL-Rl^TRAIL-R2<5OM:^ 

<DTRAiL'§:m^^:m±^^i<z^t>-^xm.m-r^m^it. rTRAiL-Ri:5.m{2j t^^o 

Ztii^^o 'i^-^X^ mx.i£ rTRAIL-Ri;S.(^'R2|&ia'^^ ^-J CO i 9 t^Sfifc L^z 
J^^fi m^(Onmmim^J > TRAIL-RlO^m-^^^J'-.b, TRAIL-R2<7)^?a^ 

[0 0 3 5] 

^(D-mzKm\i^mir^mi^ximi^(o-^x$> io . ^ixh<Dim<Dmmti^m 
>fi>^iso mmmmh-} tit. (^^m>f) -eabo-c. mi$-<7)m 
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^-i^: 17/ 



m^(7yi^m'^l'^li)^±^n-r^i>(7)iMML. Mcm^l<^iiF{ah')2 ^ Fab\ Fab. 
Fv. i^:^)\^y^ V^^Fw. -:*:|IFv(scFv). RXf:itih<7)M^i^^i}^mi'fhii:h. 

(D.J.King., Applications and Engineering of Monoclonal Antibodies., 
1998 T.J. International Ltd) o 
[0 0 3 6] 

:^mM<Dm^<tLXii. fa^{i\ mi^<7)||JiWtc|a«$ tL^. lihTRAIL-Rl 
[0 0 3 7] 

^^^M^X'W: (site specific mutagenesis) ^fflv^T^^HJ: ^) *At"^ «^ -i: 
^^^-Ti'^ (Proc Natl Acad Sci USA., 1984 Vol81:5662) o >riT\ ^Xi^tl±. 

[0 0 3 8] 

ijLm<7)^WMiMi^^tzib<DmM^j:^M (M^i£. bovine serum album 
in^) ^Ofg^tf^. 'J^^^l^SCT^^sKfS^J (yrn^yV(7)^^Xityf^^7 
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^-y: 18/ 



hm^lW}^^^-^^-t^o ^^VM±, H MRAIL-Rl^n - rir:hiimJ: Xii^ V 
TRAIL-R2^='- V-r^hMm^^-^^MXL. TRAIL-RlX{iTRAIL-R2^«Mt-iM!l 

* m^-r 'i) ^ n - > ^ jiif^-t ^ ^ J: o T ^#1" ^ t :6^^-e # ^ o 
[0 0 3 9] 

G2X(iIgG4tc^m-r>^-^i^J: '9. Feisty' ^ ~ l^zMir ^^^&<7)m^in.i^'l:ni 

- K\ ^-yhV^A. -f^v^-^A, 7"^^^"^ A^(7)SS[#ttt=I^S (J.W.Goding, 
Momoclonal Antibodies: principles and practice., 1993 AcademicPress) > 

-h. -^^h-r^iyy. :^V^r-^^iy>^j:t'(D^t^WMM (D.J.King, Applic 
at ions and Engineering of Monoclonal Antibodies., 1998 T. J. Internat ional 
Ltd.; M. L. Grossbard. , Monoclonal Ant ibody-BasedTherapy of Cancer., 1998 
Marcel Dekker Inc) , ^hK. Maytansinoid^c07°n K^ y^* (Chari et al. 
, Cancer Res., 1992 Vol. 52: 127; Liu et al., Proc. Natl. Acad.Sci. USA, 1 
996 Vol. 93:8681) ^j: t'^m^^^h ^ J: 19 if O5^B<7)r^0?*:f:^ $ ^ 

Km^irhzti.-^m'^'iyho tfz. mm^hii. ^^B^of^t^tcisv^-c. trai 

mim^L^j:^^i>(Dy!)^^tfih:it^^^LfZo ^-oX^ ^l^^ti. TRAIL-R2tc 



miiE#2 004-3039220 
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: 19/ 



it^-r ^ Ui^tommT!)^ h . trail-ri \,t^^^ l ^ (^) ^ s^-t ^6 jM^^ts ^ 

. TRAIL-Rlli{±M'^L'^v^'ttK^;t-r^ ^c7)tc|5g^$tL'2) ^<7)-eii'^v^o 
[0 0 4 0] 

^^t^o i-^t>^. (l)^Sl^t L-CfSffli-^. ^#:^5^T-coffl^:5.<^yx{m 

[0 0 4 1 1 

(1) m,m(omm 

^>/N°^@ (J.:JLTTRAIL-Rl-hFc:5:tFrRAIL-R2-hFc^v^9) ^m^-'h^hti^X^ ^ 
o TRAIL-Rl-hFc25.tmAIL-R2-hFc{i. TRAIL-RlX{iR2<i: MgGOFcflitt <7)Sli 

^^y^^^%^^- Y-^hmk^w^mmM^'^^^ ^ ^^^^ 

t^m%X^ho ALEXISa^^^T|ilt^ttTv^;STRAIL-Rl-hFcS.<TrRAI 
L-R2-hFc=^fflv^^^^-e^^o t/z. h«^0«M±lc#;&-r;i>TRAIL-Rl 



miE# 2004-3039220 



mi 2001-243040 



^-v: 20/ 



TRAIL-RmtmcT)— ^Sitti^&^-eab-S [Pan.G., et al. (1997) Science 276 
, 111-113 ;!5:?/Science 277, 815-818#HS ; Walczak, H. , et al. (1997) EMBO 

J 16 (17) 5386-5397#BS] mm^'^^m^U<Dlim:- ^ ^ > TRAIL-Rmtm 

§ "So 

[0 0 4 2] 

yRxfr^ v^^yx f)c^^#j<oT^ ym^^v^/^b MRAiL-Ri^tm (J-:; 

T rTRAIL-RlS.t^'R2deltaJ tv^^) ^r^tt-^ll^^iJ' ^ -pEF-TRAIL-Rldelta:S. 
U*pEF-TRAIL-R2delta^L929^S&t^*A ^fla^Ml'TRAIL-RlS.tmdelta^il 
*JtC|&Ja LTV^-Bfffl^ ^^?*-e^^o pEF-TRAIL-Rldelta;S:0^pEF-TRAIL-R2delta 
(i. -ett-e^n. H MRAIL-Rldelta^ K1-'5>DNAS.<^ li ^TRAIL-R2 

deltas >yN°i^^=& n- K-t^DNA^. m^mmm^^^'!^ ^ -pEFneo [Ohashi. 
H., et al. (1994) Proc. Natl. Acad. Sci. 91. 158-162#HB] izm.^ihis:it 

K X ^ i'fm-^' ^ h o fzfzL. TRAiL-Rm^m^ 3 - K-r-s DNA. ^^^-^ 

[0 0 4 3] 

pEF-TRAIL-Ri:5:OT?2deltat?L929«*f^S*S^ t T# h fifz^' 

mmw i it« L . pEFneo-^ ^ ^ - ^^^x ^fifz mm ti mn ^k^^^-^^ 'yy 

it14<Off^K> 'BLXf^ ^mTRAIL-Rmrm>-K U ^ n - :^ ;uf;L# (DAKO^t^) ^ ffl 
/iTRAIL-Rm tmde 1 ta^^<Dmm t ^ , H h TRAIL-RlS. ?^li2de 1 ta -e <7) 

«B)3a^® tiitfij L T v> ^L929#afla ^fp^-r ^ <^ ^ ^^^-e i ^ o 

[0 0 4 4] 

(2) tn:#:M^«<7)PMX® 

^(DXoti:-^'y^^^mUh(D^m. [Tomizuka. 
et al., Proc Natl Acad Sci USA.. 2000 Vol 97:722] trfe^^ttTv^^o 
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^-v: 21/ 



[0 0 4 5] 

[0 0 4 6] 
[0 0 4 7] 

[0 0 4 8] 

tLXli. -^-^X^ yyV. ^)V^yV^ ^\J^7.^-^ "^-if^^Xfi 
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^-v: 22/ 



BALB/cS*) ^ J^o-v^P3X63Ag8U.l(P3-Ul) [Yelton. D.E. et al. Current 
Topics in Microbiology and Immunology, 81, 1-7 (1978) ] , P3/NSI/l-Ag4-l 
(NS-1) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) ] 
. Sp2/0-Agl4(SP-2) [Shulman. M. et al. Nature, 276, 269-270 (1978) ] > 
P3X63Ag8. 653(653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 ( 
1979) ] . P3X63Ag8(X63) [Horibata, K. and Harris, A. W. Nature, 256, 495 

-497 (1975) ] ^j:t^im^^^^t:^mtL^^o ^tihommwit^ mm^j^mm 

> mx.ifs-T'^^T^ym^ [i^*;^^^^. 2-^;i/:^7'b j-^y-;^. yy^-^ 

i^yRl/^Z^m^Skm (i^Xr TFCSJ <bv^^) ^ip£/cRPMI-1640t^%tC8-T-r 
^^T~y i:-)j\\K.fziBM] , 4 7.:^ yiX^y^^^y (Iscove' s Modified Du 

Ibecco' s Medium ; JiHT flMDMj t^^o) . XiiV)^^ y ^^^^ -^^^I'^M (D 
ulbecco's Modified Eagle Medium; \XT fDMEMj t\^^d) T-^ft^«-t^7&^ 

mmm^m-ABmKiE'^^M m^it. 10% Fcs=^^tfDMEM:^tti) x-mit^m 

[0 0 4 9] 

(4)»ill-^ 

m^i^m^mmii. fmmm. Rrf^<Dmmmmx^:^') y^mx$>^ . ^tm 

[0 0 5 0] 

m{3)xnhfifz^:LTj~'^^mi^^^^^^t Lxm^^m. i> —m t^^f^ ttr 

[0 0 5 1] 

mmmt^j-u~-^ti:miia.miSM (^jx.(fDMEM) . xitv ymmm^m^^ 
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-^-v: 23/ 



m mr rPBSJ T'J;<?5fe^L> ^ J^n--7(7)«^OJt^^^5:l 

~10:mjSt;^>?>J:dl^m'^L. js^C^^gli-^o ±-/t^^*L. it^L/^m^ 

^ J: < (5 C L f^t^. mW L^^:^^hlm\ <D50% (w/v) 4^° 'j ji ^ > n «- ;U (55^^^ 
11000-4000) ^^tfiEjfiL-/f:^^fe^?gTl-'i)o ^Of^, lOmK^^ifiLft:^^^ i9> o 

>^ > • T ^ y t't- u > • ^ V > (mr thatj t ^ ) h^z^^- 

n-r^>-2 (l^T riL-2j tv^^) ^^tfiE#t§% (J^J^T fHAT^^J hv^^) 
[0 0 5 2] 

■9- >^ > • ^*T^ > • jj^;^ u :>;v h ^ >7> :7 9 --If (hgprt) ^m^x-$> 

[0 0 5 3] 

GmcmititXm t L f^ELISA^ J: i9 mmir ^^t :^^X ^ Z> o 
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^-i^: 24/ 



[0 0 5 41 

(6) ^ 

[0 0 5 5] 

2~4lililil L. LT^#fflfi<7)iga6 ^ tt/z ^ (7) ^t)LTRAIL-Rmtm^ y n - 

:^|§HJ(7)li bi5T:TRAIL-R2^y ^ o-:^;^^5t#<7)0£{l|ffl|a-e^^■7•i7y.- 
■7>^^/^^y'1; K--7H-48-2(±. ¥^13^5^18B#tt-e^*jZ^mi*AMII^^#f 
^^W^0r (3c:^!irO<(fTtTmiTgl«l) Icia^^K^tLTv^^o ll^^K 

PERM BP-TSgg-e^-So St'c. ^N^r'; K--v'E-ll-13fi^ffE#-^765TERM 
BP-7698tLT. /^-rr'; K--7F-4-8fi^K#-^/6^TERM BP-7699t LT. 
i; K--7L-30-10(i^K#-^7i»^TERM BP-7700^: LT. ^5^13^8.^ 8 B#tt-eiS^ 

7K>6- ^ -i) - <i: ^ -e § ^ o 

[0 0 5 61 

(7) /^ ^ y 'j K- ici^^y^n--^ )^^^<r>mW: 
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^-z^ : 25/ 



^-i-)HXi^'mm^ 'y y (mx.lit, MAblrap Gll^ y h ; T^^ v A 7 r v 

[0 0 5 7] 

(8) ^ y ^ n - ^ >'Vt»L#<7)^t^ 

rnrcoi d t^^f d ^7&^^t?i^o *-f\ l^^-^t L-C{i:j-^^-r;i^n^- (Ouchte 
rlony) vi. ELISAv£> 3l(iRIAfi7:)^^^tf ^ tL^o :t ^ T-;^n^-ri(iW4M-ef±^ 

^Jg [1.4(0D280) = -r Ay i7n-7''J ^Img/ml] m MUMr ^^3'^^ ^ ^ ^7 d ^ t 
yfj^X^^o 

[0 0 5 8] 
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^-v: 26/ 



[0 0 5 9] 

i; rf^y^ K^t#a/c&:>coffi1M^:^^£i: L-C. ^W.(r>^ -j \ m^\i. SPOTs^ 
[0 0 6 0] 

Mmj-m^i&mi:m^^xm^^^fzm.m^mtmi:mmir^^ti>x^^ (p. 

J. Delves., ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES. , 1997 WILEY. P.Shep 
herd and C.Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J. W. Coding. , Monoclonal Antibodies:principles and practice., 1993 ACADEM 
IC PRESS) o 

[0 0 6 1] 

^y ^u--^ )i^^xi^<7)Lmymm. imcmM. Emym^tR mmmm ^ ^ i^^K =i 

-V'r^mki:?cm^izx<omm:i-i>:)jii^-^^Um^fL;bo y'^^-r-ii, mRAi 

L-Rmi^mii^^xar < ymnmy^-hmnLfz:t v r^m*. mmt LT(±/^^ f 
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^-v: 27/ 



[0 0 6 2] 

(cos*fflfl&. cHo«^) . ^Amm^m^fhti^o 

[0 0 6 3] 

:$:||^tC:fcv^T. ^5LTRAIL-Rtn:#:{i. ^ (Di^^mi)^ 

tc^^^tL^J#^li(i. :^«?iK^^(7)t t^sgffl-r'i)56N ^'il^^^^^icj: ^)®#X 
[0 0 6 4] 

miiE# 2004-3039220 
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^-v: 28/ 



V i ^ -7 ^ ^\ h ^ V i ^ 7 ^ 11 ^7 vXfi b ^ > y i -7 r iJ' j^ili 

^mt^'^y ^^-i'}^ijli^^±Mi-M.n-t^^ti^-^m'^'^^(^right. G.. e 
t al. (1991) Bio/Technology 9. 830-834)o K->7^^ > e h n-^;^ 

[0 0 6 5] 

(9) tm<D^m 

s t;ie*c<7)^j* izx^ mmi- ^^-^ ^ z> : 

^lfflfla<7)^;j|:^ ^ fzm^. TRAIL-Rm (±R2 ^ t T ^ iE##fflJ3a 
[0 0 6 6] 

{i. m^ai-T'&ll.^^^tliSV^TlOG/.g/mliilT^ $ t < {ilO;« g/mimT> i »9 
$ft L< {i0.7/^g/inlJiJ.T. $ f> S t < fiO.02-0. ll;t/g/mK «^$?*L<(± 
0.02;Mg/mmTt:*^o 



fcBIE# 2004-3039220 
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^-y: 29/ 



[0 0 6 7] 

v^T0.01//g/mm±. $f ^ t < {i0.1;«g/mm±. i 0 ^l? * b < {±2-10;u g/ml. 
$ L< (i 10-24 ;«g/mK L < {±24;« g/mlJ^±-eab'i>o 

[0 0 6 8] 

< {i±f Sa) f -r ^ ^ ^ ^#HJ3& ic^t t T T -i^- h - v >^ ^ ^^1" ^ ?S 14 ^ 
. ±ffib):!5:r/c)fem(7)fStt. 1-7it>^iE#m. ^tcJE-g-IT^W^liti^*^ 

t fz . TRAIL-R2 izm^-r h * o T^^fflSa T h - v ;^ MSI" 

CO 4^ (± . TRAIL t^^^^xii mmu \zr^^Y~'y^^ mm-r ^^^^^m 

[0 0 6 9] 

—-n. TRAIL-R2HM^-r^*iL'ft:<7)*ffl<7)ttJtI(i. TRAILS O^^TT'^^IC 

Mflfflia) Xlimmm m^i^^ h;^^^lffl^^Colo205; ATCC CCL-222 

MTTT y-t^ (Green, L.M. et al., J. Immunological Methods, 70:257-268(19 
84) ) XfiLDHT -7 -t ^ ^ t^Z X i) iO^f ^ o 

i; ma ^ fifz^jLi^(Dm)^ ^ y h Lfzv^y:^-h^ ^^^50% Kmm 
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^-v: 30/ 



[0 0 7 0] 

mmmcoio205KMi- ^^m-^'ii-. 96?a:¥^-7°u- hoi:^:^^^ 19 100;. KDmik 

ll2.5xl03(7)|fflm^JML. 37r. 5% C02^ftT-CJt« L. tJL^^SBv^jjP t> 
HtrfS31:^Tt^48^rHm</^/^t^t;««0^#^^fflii^L/Co ^^BJ<7)|t^:^ti43V> 

IE#m (IT«) t;M1--?>i^l^'e(±. 96^¥^7°^- b^Oi:^*/i^l00/.l 
0%^tl7.5xlo4com^JSSL. 37t:. 5% C02#^£T-e:^« ^jt'ft^^SBt^ 

SDL. H(rfemJ^Tii24B#rasv^/cf^tcm<7)^#^^iij5cL/io ^^tmmnM^ 

tCi3V^r(i. Buffi^f^^ rMi5:7.5xl042^?/SJSB#FB^24B#F«1J tlE«i-^o 
[0 0 7 1 ] 

HS) tc^t L TLD50ffi;6^~^J X. {J^O. 01 ;« g/ml ( lOng/ml ) Jil±. S L < (iO. 1 g/ml jy> 

^^m<omf-\z[t^ ±f£<7)^#trLD5o^sij^ L/C <h tc. mum^t^ i^xwom^ 
o mmmzn'r^u)mt\^\^^t}fmmmmm.m^m^^^ty^^x.:htzib. 0.02-0.1 

l//g/mlcOLD50^^1-^ ^>0^^^$ Lv^o #1^^ ^^H>g<OE-ll-13tJL#::)5.0^" 

L-30-10tjL'»:(i. ■t(D\i}'fi^mm^n-^^U)^mi)^2-lQfxu/r&\ (fyx.{^2-24 
//g/ml) . :6-o, ^^J3at;M1->5.LD50ffi>&^0.02-0.ll//g/inl<^14®^*tTi3«) 

[0 0 7 2] 

^ ^ -e. \mmMa. 5xl04:?5:TO)SB^K24Bf FbIJ 0##T-i.lJ^ L /: <!: ^ <7)iE# 
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^-v: 31/ 



mmmmmm^^fzi^. lE-^mmi^n-r^iDbomii. mmm^^Mir^wsotitm 

lc>rt-r^LD50(7)l0j^m±(N/C=10m±)> X^tl-tLi (iN/C=10-25-e^ ^ . J-JJl 

T. mi^z^t L\^^mmm/c=5o. wc=5oiik±. N/c=50/{i-^ioot^«9. ^^tc 

il-t L < (±N/C=100:*^'b240-eab i9 > ^ LT*^$?$ L < m/C=240\^k±X-$):h 

o 

[0 0 7 31 
[0 0 7 4] 

^ ^Al^MLT. lHI1j0.01mg7^SlOOOmg-e^i9. itLf,^lIlI, Xfi^HIt'^lt 

X^^■-f^Z.}L■h^X^:^o ^fz. #^Pig-^T{i. llll#^0.01mg7^Ml000mg^;S 
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[0 0 7 5] 

M#<oa«{i. IL^. sfeM. l^lfflSa® 

m^^m. -kM^. flf)li^> s^SigRJl¥±;S^. JfeJff^. m^um. 

tt^msM. #^*Hp®> M^ffi. tt^^M^ #^iPM. mm^m 

[0 0 7 6] 

[0 0 7 7] 
[0 0 7 8] 

MRAIL-RmO<=T?2/ii^^^flaM-lil3ilfiMmLri/^^^fla^t#^fc*!). hTRAI 

C^^ffiijOT^ MRAIL-RmO^^t: MRAIL-R2 (A^T TTRAIL-Ri:®. 

y="R2deltaJ <i:v^^) ^WfyT.^ Y^'^ ^ -k\'m\^tZo TRAIL-Ri:S.CKR2delta 



fctlliE# 2004-3039220 
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[0 0 7 9] 

ilMPCR^^fd ^3^)7^c^}. MMtLxm^^fzCDU, \^ hTMlL-RmzfRZi :l~ 
Vi-^cDM'kUWir^y°y :^ ^ ^ -pcDNA3-TRAIL-Rli5.C/pcDNA3-TRAIL-R2 
-e^^o pcDNA3-TRAIL-Ri:S.O'pcDNA3-TRAIL-R2{±J^T<^:^^'ef^^$tL/zo 
ftt: MRAIL-Rl DNAS.yTT?AIL-R2 DNA=^. ^<D5' ^^HEcoRIBfi^iJ^^ ^03' 

Mmi^ziiommt^^±^ vy^HM-r^no^'^) ^ ^--if»:RE>(pcR) ^tf 

#|r|iLfCo \^ Vf^mm^cDM (ClontechttM) ^mMtLX^ TRAIL-RHCov^T 
{i7*^^-7-^t-C: 5'-CACGAATTCACCATGGCGCCACCACCAGCT-3' (ee^ij#-^ 1 
5' -TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3' (gE^iJ#-^ 2 ) ^ . 
TRAIL-R2 {3ov^T{i7°^-f-v'-hLT:5' -CACGAATTCGCCACCATGGAACAACGGGGACAG 
-3' (gS^iJ#^3) 2S10^"5'-TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' im^m^A) ^-^^L. y'y^±?iymk^^') ^y~^ {^f3-\£-r- 
)V:x:.)V^±m:) ^'fSfflLT. (94t:. 20# ; 60t:. 30# ; 68X:. 90#tBl) X30-9-^ 
^ ;W <7)PCRR)S ^ o Tt: o ^ fi fcTRAIL-Rl tnRAIL-R2@£^iJ ^ . EcoRI-Not I 
m>irtLX^mL. m-'mmxmm:^tiX\^^tzpd)m3 (InvitrogenttM) -^^^ 
- izm^ Lfzo n^ftfzy°9y>^ K ^pcDNA3-TRAIL-Ri:S. ?/pcDNA3-TRAIL-R2 1 ^ 
^ LfZo pcDNA3-TRAIL-R2tim<;^dit tt/;TRAIL-R2{i. ^^fitj;^ v > ^^'t' 

J: ^^^J^^fifz2'0>(Dm}ir<^^X. 1320bp<7)cDNAtir7- K $ tL^440T ^ y ^^5^ 

^>otr^^o J^T. mMm^<Di-^x<DPCR<DR}Ai:>umm^ii. v-yr 

>7TCR'>^-r A9700 ; (1*) > J^^V--^- • v L/Co 

[0 0 8 0] 

b) t MRAIL-Ri;S.<^l^deltal§?a^^ ^ -OpM 

\z MRAIL-Rmtmdelta^l?!^^ ^-=^mT<7):^-^i;-rii^L7t:o 1-351COT 
^ y mSe^>J^#oTRAIL-Rm:9>^yf^ K. 1-348COT ^ ^ ^Se^ij^^oTRA 

\\.-R2%^^-f^Y-b^h-f^:h^^-f^7. \ Y^^m-fhfz^\z^ imL-RYRXm 
9553^^ -7°^ K05' *i^HEcoRI@S^iJ. 3' ^^^{Z'^otlW.mtl^}^-^ 
'i):^<7)PCRRfD^tTo/Co PCR^i^ TRAIL-Rlliov^T(i;i- 'j ^ K^^-f 
V - 5 ' -CACGAATTCACCATGGCGCCACCACCAGCT-3 ' (Se?iJl=-^ 1 ) O'^S ' -TTCTACGAGCG 
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GCTTATCACAGCCTCCTCCTCTGAGA-3' (B£^iJ#-^5) TRAIL-R2lCov^T(i:t U 

K-7°^ v-5'-CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (SE^"J#-^ 
3) :5:t/5'-TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (K?iJ#-^6) 
y'y^ :hPf xDNA^-K U ^ 9 - -If ( y =r • e - T - ;w j:- . R t/pcDNA3-TRA 

IL-Rl>pcDNA3-TRAIL-R2^ftfflLT. (94t:. 20^^^^ 65t:. 30^P ; RmSX:. 75# 
m) X 25-9- iJ' ;l/<7)#^#-elf o fco -(l^ltP $ fifzTRAlL-Rmxm2<DU^^y°^ K ^ 
. EcoRI-Notlifit^: LT-i-^ltTtio tTi<75EcoRI-Notiaff>T-=^EcoRI.hNotI^ 
m-^'Mm L /cpEFneo^ iJ' ^ - LfZo t# ttfc 7° 9 X ^ K ^pEF-TRAIL-Rlde 

lta^C/pEF-TRAIL-R2delta^^iS LfZo 
10 0 8 1] 

c)li hTRAIL-Ri:5.mi2delta^Jllfflia<^f^Si 

b)-e'f^^LfcpEF-TRAIL-Rldelta:S.?/pEF-TRAIL-R2delta^> LipofectAMINE PI 
us • If ~T-;V-^;Wtt^) ^fflv^-C. L929iiM (American Type Cultur 

e Collection No. CCL-1) KmXLfZo AfsT-^Afi-^^^ T ;K7):^}*tlT^fo 
fzo IIBiaJt«ffl -7 ^ X 3 (Jt«®lt75cm2) 43-e37°c. 5. 0%^^:^~;^T-e24B#rBl 
^mLfz^ik. G418 • if-T-^VJ^^^HiM) ilmg/mlK^j: ^ X ^ KlJUk.. 

immmmLfZo ^v^-e. -Y^mi^ hTRAIL-RlJK';^n-:h;v^#:g.?7-V^mt: 
h TRAIL-R2 7i-°V ^n--}- JV^.^ (DAKOttM) ^ ffl v ^ /tFACSMW ^ tf v ^ stfSd^S 
A$tL/i|ffl^-eG418ittt<7)ff^K^^#L/::^>«0{i. 351T ^ 7 m^^'b=^'?)TRAIL-R 
Ide 1 1 aS. 0^348 T < yM^^'h^J:^ TRAIL-R2de 1 ta * *ffl!aM^®-h t^Hm L T v ^ ^ C 
t^mULfZo 

[0 0 8 2] 

;v3948 ; im • v>^n°> • ry'^^ K/s^-r v;^-r AX^H 

=S:fflv^-C> -?-<7)-r — iT;HCt^&oT^f o/i [Matteucci.M.D. and Caruthe 
rs.M.H. (1981) J. Am. Chem.Soc. 103,3185-3191 #BS] „ n'^^ ^ Kfi 

7Kt^V#fft> 'f^ffl-r'i>^-e-20'C-e<t^^^#L/io 

[0 0 8 3] 
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ffl V ^ 7> {i . Hi4igM$i:5. If K mMMm<7)m^ o r ^-^ 

(SC20);S.(^^li Mg/ciIb^>^v-> (KCo5) ^PIBf Hi^#1-^o ^<7)v>;^{i 
h IgfiiftilfE^^;^ ^#o,^.^A(^ v>> . H Mg /c il h ^ > >^ V - > =$r#o 

^.^<7)v-^X^Ox0£t;i f)^^«itfco ^.mti. i*iiai4igmi«t^vgii^sa 

(Dm^K^^^X^^^m^^X^^ ^ T-#fE3t^tg^l4#^fe#:Bffn- (SC20) 
Jfl-^-^-^^^^^-e^)!), 'B^flx.(Ss*'b<^^^ (Tomizuka. et al.. Proc Natl 
Acad Sci USA., 2000 Vol 97: 722) {ZUm.^ fiX :h o tfz. ^^{±l*lHttIgm 

mRrfKmm^m(r)^^i<z'D\,^xyi-^^m^i^x^ 19 . 1^ Mg/^ $1 h ^ >>5. v-- > 

(KCo5) ^UW-t^'^'y.^T^M ( h ^ >^ -7 ^-7-^^) -e^)!9^ 'B'lJi.fiTi 

shwild^Of^-g- (Nat Biotechnol.. 1996 Vol 14: 845) tLT v^^^ 

[0 0 8 4] 

^ 7.(D^U\Zi^^%hfth=f'7^ :^'kmMh<Dm.^ (Tomizuka et al., Proc Na 
tl Acad Sci USA., 2000 Vol97:722) \z%m.^^fz:}imxmm\^. m^^^Z\^ Y 

igmMiXf KmAmmzi^^^f^^m^ (ii h^^^^-^'^zx) ^rs^Ldsh 

ida&Lonberg, IBC's 11th Antibody Engineering, Abstract 2000) ^ J^TO^ 
[0 0 8 5] 

IIM^J3 MRAIL-RlS.0T?2ti^-r^ H n -•^;i/^#:(7)pM 

(^m^^^^^^^ »l^ttl&^f 1991) 
RmU*'R2deltallJJL929m^fflv^fCo «^^»jty{i> «We<^^ L 7^^: H h 
[0 0 8 61 
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vj7 ;^ H , mtkm 1 -ei^i^ t ;t:TRAIL-Rlde 1 tal&5aL929ltBM (3 x 106^fla/|7C 
get;i:LT. 1^ ^M^Jl-ef^^L/cTRAIL-R2deltal&^L929 

fltMrtic. mmm~ ^m-^'^L ^h^zi^iTKi^^^mmoMmBmi'mm 

[0 0 8 7] 

^i§i^nfz'^^:^i)-hm-m.'Rxf/y,\<t^)y^m^mm^:^'sm\^. ssomg/mi 

S^tK*^ b a , 50^f5:/ml V U > . ^Ofx g/ml h P -7° h ^ v > 
tftejfiLVfDMEMJt^ (^^m • lf-T-;VJ^;Vttii) (J^JIT ritifli-/tDMEMi$^kJ t 

m'L'cmmMi^m'^\^fzo—-}j. 10% fcs (v^^-^ttM) ^-^tfOMEMitite (^^^ 
n . \£~-T~)vx.)v^±m {\xr \M.mx^wm%m t\^^n) t^r. 37t:. 5 

--^Iffl^ SP2/0 (ATCC No.CRL-1581) ^ lej^tltelfavf DMEMit^t:-^^ L. MlfiL/t 

h l;. ifc-^^J t L T50% (w/v) 1/ > ^* '7 - ;H500 > > 

^^^AttM) iml^. hcT^^fetr-^W-y h ^m^L^^^^^e^^Jo < «9»L/c 

t^. i^i637rtlMmtri3V>fcMjfiLvfDMEM^:Hblinl^2|lIlC:55-ttTt9>o < v^Sn L 

K--v'(7)31^{i, \Q%(D^'ym^iS^^ (Fetal Calf Serum. FCS) t\^^°^^y 
^>(H). T^y/f-V>(A). ^^v>(T) (JiiT THATJ iiv^do : vi^^'vttm 



ttliiE# 2004-3039220 



mm 2001-243040 



^-v: 37/ 



hTRAIL-Ri:?5.t/R2t V ^ y ^ ^ -i- )HjLi^^M^1r ^^^^ K--7^n->(7) 

y - ^ - (FACS) J: W\'m.-t^ i ^ tiJ: 19 o /Co 
[0 0 8 8] 

W y K - -7(7)ELISAti J: ^ X ^ V - - > 
> ^»j4;5.U*^^M^fl5lci^-<-SELISA. afeO'lw||M^J6-efBm-r'5)FACS»1?f J: l9 

1^ hTRAIL-Rm<^yX(iR2ii#MfilJ'^S^i>tt^^-r^ t: h ^ 7 i> n - -^h ;ut)L# ^ 

y^<7):^||H^<7)ii hi^ii hTRAIL-Rl 0*1^2^7 ^^-^;^^5L#*M^i-'6^^-ry; 

^*;l/^n->=^^f : 1-13> 1-18. 1-32. 1-40. 1-43. 2-6. 2-11. 2-12. 2-18 
. 2-47. 2-52. 3-1. 3-7. 3-10. 3-23. 3-33. 3-42. 3-53. 1-13-6. 1-32-9. 1- 
40-4. 1-43-43. 2-6-48. 2-11-5. 2-12-10. 2-47-11. 2-52-12. 3-10-19. 3-23- 
8. 3-33-7. 3-42-3. 3-53-15. 2-18-2. 3-1-7. E-11. E-14. L-30. N-18. X-14 
. E-11-13. E-14-4. F-4-2. F-4-8. H-48-2. L-30-10. N-18-12. W-40-5. X-14- 
4. X-51-4. X-51-12. A-11. G-3. H-34. 1-22. 1-35. J-21. J-26. K-8. K-16. 
K-57. L-4. P-28. P-36. W-42. X-13. X-60. Z-23. 1-39. A-4-27. A-4-29. G-3 
-10. H-34-2. K-57-12:5.^/W-42-2o <7) d -^H-48-2 (±. ^^13^(2001^)5 

n izBi^nxm^^im.mKmMm^m.'^m^^ < timmiTi i 

) \zmmm^\^fZo ai^^it^-^ti. FERM BP-7599T-^^o t/t. E-ll-13. F- 
4-8:5. D«L-30-10{i. ¥^13^8H80#ttr-±fSW^m^lcai^^feLfCo BI^^K: 

E-ll-137i»^TERM BP-7698'e^ ^ . F-4-8;6^TERM BP-7699'e^ ^ . L-30-10 
i)^m BP-7700-e^)'2>o 

[0 0 8 9] 
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^»!|4 t: h ^fe^^'-n y^V >$lil /c (Ig « ) ^Wi" ^ . t: h titTRAIL-Rl^ 7 ^ n - 
i- )HXi^X it^h ^TRAIL-R2^ y ^ n - )l^ijii$-<D^.li!i 

t: h TRAIL-Rm ^ b IgGl OFcfllt i L ^ > K 

(J:^T^ ^ti^fi TTRAIL-Rl-hFcJ > rTRAIL-R2-hFcJ ^^^9) ^0.5/.g/ml 'J 
>m«^a:feil7K TPBSJ t^^do ) t::p^L/::^<7)^50/il-r-^. ELIS 

Affl967t-7^ i^oyi^- h (Maxisorp. ^y^^tm) <D^^ Wi^^l 
B#FH^-f h L, TRAIL-Rl-hFcXfiTRAIL-R2-hFc^-7^ ^ ny'V- Mli^S. 

^^-^fCo ±vt^^tT. ^•>i;Hcy n y Jp^^'li^^ (SuperBlock 

^^M) Blocking Buffer. PIERCEtt^) ^^JPx.. mS'e30:9-^-f h 

TRAIL-Rl-hFcX{iTRAIL-R2-hFc:6^^^'^LTv>7^v^gp^4^rn -7 ^ L/io 
idt^LT. ^-^7^;!^ ^TRAIL-Rl-hFcX {±TRAIL-R2-hFc-e ^ -7- ^ y Ltz-^ ^ 

[0 0 9 0] 

#>>i;i^^0.1% Tween20#^PBS(PBS-T)-e2llIV7fe?#-LfCo ^v^-e 
. Biosource InternationalttM) y iJ'o.-y?. (:^B^^^*^M± 

^) '^^PBS-T-e2000fgtc^j^L7^cr#m^. #'>i;nc50;« i^jDx.. mxaT30:9^-r 

h Lfco -^4 ^uy'v- Y PBS-T-e3III?5fe^f^> TMB|§fe^g?t (D 

^■^ jL;Vtl0.5M^m (100a< l/'>i>'^) ^tW^. Wi^^^D^fZo ?Sft450nm (#BS 
?^ft570nm) t^O^mtS. ^v^i^UT^P-h';-^- (MTP-300. n -f-m^tt^ 

) -esij^L/io 

[0 0 9 1] 

25:?/^2ir^-ro 15t#Lfcl^ hi5T:TRAIL-Rl^y ^n--t-;l^*iL#<^-9-r^^ 

^^W^^m^^^^'kyr^-rm'^hho ^2(±. :K#L/i1:1 hmRAIL-R2^y i^n 

[0 0 9 2] 
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[^11 



h NixTRA I L-R imi^ 






TRAIL-Rl 


TRAIL-R2 

X X Xd AVw 


1-13 


I gG4 


+ 




1-18 


I gG4 






1-32 


I gG 1 


+ 




1-4 0 


I gG 1 


-1- 




1-4 3 


I gG 1 


+ 




2-6 


I gG 1 






2-11 


I g G 1 






2-12 


I gG 1 


+ 




2-18 


I gM 


+ 




2-4 7 


I gG4 


+ 




2-5 2 


I gG 1 






3-1 


I gM 


+ 




3-7 


1 gM 


■ + 




3-10 


I gG4 


+ 




3-2 3 


I gG4 


+ 




3-3 3 


I gG4 






3-4 2 


I gG2 


+ 




3-5 3 


I gG 1 


4- 
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TRAI1-R2 


A— 4- 2 7 


I gM 






A— 4- 2 9 


I gM 


+ 




A- 1 1 


I gM 






E~ 1 1 


I gG 1 


— 


+ 


E- 1 4 


I gG 1 




+ 


F-4-2 


I gG4 






F-4-8 


I gG 1 




-h 


G- 3 


I gM 




H- 


H- 3 4 


I gM 




+ 


H-4 8-2 


I gG 1 






1-2 2 


I gM 






1-3 5 


I gM 





+ 


J -2 1 


I gM 


_ ' 




J -2 6 


I gM 







K-8 


I gM 





+ 


K- 1 6 


I gM 





+ 


K-5 7 


I gM 


_ 


+ 


L-4 


I gM 


_ 




L-3 0 


I gG 1 







N- 1 8 


I gG4 






P-2 8 


I gM 




4- 


P-3 6 


I gM 






W-4 0-5 


I gOl 




+ 


W-4 2 


I gM 






X- 1 3 


I gM 






X- 1 4 


I gG4 




+ 


X-5 1 -4 


I gG 1 






X-5 1-12 


I gG4 




+ 


X-6 0 


I gM 






Z-2 3 


I gM 






1-39 


I gM 







[0 0 9 4] 

mmm^ t mU<7)1j'l^ J; «9 . ^TRAIL-Rl-hFcX{iTRAIL-R2-hFcT =t 

fzo TRAIL-Rl-hFcX{±TRAIL-R2-hFc ^ =i --r Lfz-^ ^ ^ 'a ~ h ^ ■ 

i^HC. mMM4X-mnLfz^^<D^^^ y^') K--^OJt*±Vf (50//l)*Jn;t. 1 

wmKi^^^'^fz^^i. :r.)P^?Bs-T'^2mm^Lfzo ^v>t:\ #'>i;nc>ett'r 
n-nn'7-^\f^)]^ir^i^^--ifxmm^fifz\iyz^'iji\^ yig^i^i^. 

50 1/-^ The Binding SitethM) ^iJDx.. Mi^T-eiBf Pb^^ y^j.^- V 

Lfzo ?Bs-ix3mmm&. mM^mm. (tmb. loo^t/iz-^j^;!^. DAmtm) 

ihm^ 2004-3039220 
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ji;ncjnx.^ m.^Tx-20^m^ y^^^- h Lfzo ^^^r\ o.5M^^ (ioO;«i/ 

^ n ^v- h - ^5^- (MTP-300. =f n i-mm±m) -cm^Lfzo ^<D^m^mm 

[0 0 9 5] 

'MMM l-^^mmL /cTRAIL-Rlde 1 ta^mL929mmR tFrRAIL-R2de 1 1 a^m929#ffl 
m liZMir h . ^i&^a4-e^t# L y ^ n - ^I- ;vf:n:#:<7)SiS140^tt ^ . FACS 

Ij^'W^-etf ofco 2X106/mlOitJg-e\ L929*«fflll&. TRAIL-Rldelta^^929». TR 
AIL-R2deltal§mL929^flg^> 1% ■^•^-^^Jfll/tA «9 > 0.1%NaN3. 1 "/oFCS^^PBSO 
Staining Buffer (SB) HM^-ttfCo mmn-W&. (100/^ l/-^ ^ ^l-) =1:96^3^1^ "7° 
V-Y (^^ h>T-V -y^^y^ttM) lC^v±L/Co it'L^^^ (2000rpm,4°C. 2 
53-) L/cf^. Jivt^l^*L. ^»!I3-e^«L7t^^-f r-; K--7<7)^«±rt (50 ;« 
l)^Snx.Tm#Lf^m> 7KfiT30^r^«^SLT;6-'b. jt'L>^^(2000rpm.4t:. 2 
55^) LT±vt^l^*L/^Co ^l^-;' h ^100;« l/-7a.;K7)SBtr2IlIf5fe?#-L/cfl:. 0.01 
25mg/mlORPEM^^I&'>-9-^'i5Lli Mg/c F(ab')2i5t#: (DAKOtt^) 30//l^SPx. 
. 7K?mT30:^PHl-r h LTto SBT-2|Dl'^^Lfcm, 300 l<OSBtr!l?iL 

. FACS (FACScan. h ^-rV ^ ^ > V >ttM) •e#*IHfl&<7)^3l63te^rvS!l^ t 
fco ^(r>'i^^. v^-rn<^^;L#:^TRAIL-Rldeital§ilL929«XiiTRAIL-R2deltal§ 
?IL929lfflj3atco^5^v^^^rS14^;g- L. L929m--<7)fS'^^f&tt(iigi6 "b^t^^Tj-o 
fz^Lhis-h. TRAIL-Rl 'Bl tmAIL-R2 h ^-^i" ^ 45L#t? ^ - i: ^^'^b o 

[0 0 9 6] 

%ymMb^<Qii^ h^^hKfz^LY tiLTRAIL-Rl^ y ^u--^ )\^^WyL\t \^ V tnlTRAI 

lfflm-e^^Colo205 (ATCC No. CCL-222) i;^tt-^»^i§*VS14^iBiJ^ L/Co 1 
0%FCS^^tfRPMI^%-eJ^« LT v>/iColo205m^2. 5X loVmlOjtJSlCpS^ L 
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TRAiL-R2-t J ^u~i- )pm.i$-mgQ<Dm^. ^^mms /u g/mi ^ <£ 9 -v ^ 

^;iTRAIL^5'>/N°i^K (DAKOtt$^) ^*?-MSl00ng/inlTis5ffl L/Co Pttt^^hn 
-)l^tLX. MgG (BiogenesisttM) ^^^fflLT^Co 37°C. 5.0%Rm:V'^Tr- 
48Bf P^^#L^cf^. MTSK^ (Cell Titer 96 AQueouS Non-Radioactive Cell Pr 
ol iferat ion Assay : ■7°n^ :*'tt^) ^Umm(D^m^^1Jt^^mmL. ^•>^;HC2 

m (#BS^^;R630nm) -^(Tj^TtJS^-^^ ^ U y'U- h - (1420 ARVO -7)]/^ 
^^yy^ij^y^ - \ WALLAC1±^) -eilj^ L. ^ h n > K T (^StEh^ ^Ji-M h. L 

: (%) =100X (a-b)/(c-b) (^4^. 2.\tmk^ ^ b(±te 

^la^ j.;i/c7)ifli]^ii^. cfiPt-ttn^ h n-;K7)'^7a:-;K7)iiJ^jji^:-etL^"tL^t> 
-T) o 1 -3^1/11^3 4 IC^-To ^3 (i. 1^ hi^TRAIL-Rl^y iJ' 

^-•:^;^i5L#^M^-r>i>^Wrv K--7<7)i&«Jiif ■t'O. Colo205;S.t^^i^ ME^^ 
IT^gmtc^ti-^m^if^'/^tt^^i-at-^^), ^4(i. 11 h45LTRAIL-R2^ 
y ^ K--v<7):^*±Vt4^<7), Colo205;S.?^^li h 

[0 0 9 7] 
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fclhtTLTRAI L-RlSl# 








1-13-6 


I gG4 


— 


— 


1-32-9 


I gG 1 


— 


— 


1-40-4 


I kGI 


— 


— 


1-4 3-4 3 


r gG 1 


— 


— 


2-6-4 8 


I gG 1 




— 


2-11-5 


I gG 1 




+ + 


2-12-10 


I gG 1 


— 


— 


2-4 7-11 


I gG4 






2-5 2-12 


I gG 1 




+ + 


3-10-19 


I gG4 






3-23-8 


I gG4 






3-33-7 


I gG4 






3-4 2-3 


I bG2 






3-5 3-15 


I gG 1 






2-18-2 


I gM 






3-1-7 


I gM 






sTRAIL l^g/ml 









+ : 2 1 ~ 7 9 % 
- : 2 0 %SJlT 



[0 0 9 8] 











E-1 1-1 3 


I gGl 


++ 




E- 1 4-4 


I gGl 






F-4-2 


I gG4 


+ 




F-4-8 


I gGl 






H-4 8-2 


I gG 1 






L-3 0-1 0 


I gGl 


+ + 




N- 18-12 


I gG4 






W- 4 0-5 


I gGl 






X- 1 4-4 


I gG4 


+ + 




X-5 1-4 


I gGl 






X-5 1-12 


I gG4 






A-4-2 9 


I gM 






G-3-10 


I gM 


+ 4- 




H-34-2 


I gM 






K- 5 7- 1 2 


I gM 


+ 




W- 4 2-2 


I gM 






sTRAIL iMg/ml 









+ +:*#^ 8 0%BtJi 

+ : ^^F* 2 1 ~ 7 9 % 
- : 2 0 
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Jtfe L T ^ ^ /^^ icCo 1 o205#fflfla izmm^ ^ mm-f ^ ^m^h ^^t hi)^t^j: 
J5L MgG ( 7 ) ^^^)^xn-ir )\^^Xi^^^^r ( t h J5lTRAIL-R2^ y ^ n - 

[0 1 0 0] 

^■7^; K-v<7)ig«±vt^fflv>-C. lE-tH h M=^^Ml*I;S*fflfla-e^^HUVEC (Bio 
whittakerttS) {ZM-T ^mmMMmxmi'kmmLfZo EGM-2:^* (Biowhittaker 
tt^) -eig«LTV^/::HUVECm*5X104/ml(7)i^JgiCp^L. ^"^7 ^ ^HOO/. IT 
o^96^¥Jg-7'^- h (^^^ h ^T^-f -y^^y^tt^) \z^'{^LfZo 371C. 5.0 
%Mm*"'^T-e24B#rBli^«Lf::f^. K--7*&«±y»=^50y« IZ-^i^VT-iP 

t: h^jLTRAIL-Rl^y ^ n-^^l/^jL^^Xtil^ hi5LTRAIL-R2^y ^ n- 

:^ )l^m.^i)n^(Oi^^^ g/mUc ^ ^ J: 9 MgG ( 7 ) 4^° 

-^I'iiLT. MgG (Biogenesistt^) ^mmLfZo 37t:. 5.0%>^m*'^T-e 
ASB^mi^^Lfz^k. MTSi^^ (Cell Titer 96 AQueqUS Non-Radioactive Cell Pr 
oliferation Assay : 7'oy :*1±M) ^Ui.0^»<7):^-^tcta£v^p^ #>^3.;H;2 
O/ul-f^mMLfZo ^fblcSTX:. 5.0%^m:^"XT-e2BtP^:^«Lfv:|^. r^ft490n 
m(#BS?fe«630nm)-eocR^JK^T^ ^ ny"^- h V -^-(1420 ARVO 

^y^~ : WALLACtt^) tr-iPJj^ ^ h n > K 'J r<DM7tt^^mm t LX 

[0 10 1] 
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h^^^y) K--7<7)j;t«±vt^fflv^T, IE#1i h^f^SMHuman Hepatocyte ( 
JiJlT fHH^ffliaj i:v>9) (Tissue Transformation Technologiestt^) KMir h 

mmMmm^^^m^x^fzo tT^mmmm^^TK:-^mmL. cMssooi^^fe (cedr 

fugMWZij:^ -V ^'fjL H MgG ( 7 ) 4^° 'j ^ n - ^ ( v i^^'-^ft^i 

) zcJV^ZlQfxlir^mK.fZo mn.^y Vu-)VtLX. H MgC (Biogenes 

isttM) ^js^ffltf^o 37t:. 5.O%Rm*'^T-e240#FB^i&«Lfcm> M^i^TT'H 

t :3y yu-)Vt (Ty'^^kt mf^t> 0 4- >r t ^ , H h f/LTRAIL-R2^ y ^ 
n - :h ;Vi5L#;6 WJBfla KM LX ii mWn. ^ ^ $ ^ v> ^ i; ;6^^0^ hy!}^t^j:^fZo 
[0 10 2] 

y ^u-i- )Vi}i^<Dmmt\^Xr<D-)i'AX^i; ^tz^ i5LTRAIL-R2-t J ^u~^)V 
feL^^-^tfit^-trt^rmp Protein A (T-^ v A "7 r v T/^M' ^t" ^ttM 
) ;5.a^U8X40cm Ktt^) =^fflv\ LTPBS> 

V^tBMWHt<t LT0.02M ^'V iy^mWm. (pH 3) ^fflv^TT 7 ^ -f-^" -fiML 
T^Co v#aJli:8-(±lM Tris (pH 9.0)^v^JpL-CpH7.2#iatCiiML7t:o P^^tL/i 
tlL#Y#?Sti^ ( 10000 .y h , Spectrum Laboratoriestt^) ^fflV^TPBS 

L. ?L#o. 22jum (D^yy^yy ^ )\^^ -millex-gv ( ^ v ^i-'mm) x 

280nm<7)nR7tJK^S'J^L. Img/ml ^1.4 OD -hLT^mLfCo 
[0 10 3] 
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> (5//g/mK ^"^3 E"-r-;i^i;H±M) . h h ^ ^ ^ >; > (5yt/g/mK 
^^yne-T-^W-i-^wtt^) ^ ai^y-;i/T^> (O.OlmM. v^'-^tti^) > M-b 
UyMf- h V -^A (2.5xlO-5mM. -> ^T-^tl:^) , 1% Low IgG Fetal Bovine Seru 
m (HyClonettM) -^^eRDF^* (^m^^tt^) iCiHbtfCo ■7^y^3tr-r^« 

t . ^ ^ K - -7 <7) ^faia^^^^ 9 o % ^ o t^j Bf.a; -ett ft±vt ^kmULfzo m 

i\1Lfz±mii. lO/um t0.2fxm(Dy ^ J^^^^tt^) t^'K L 

[0 10 4] 

^«T'*);5Colo205 (ATCC No. CCL-222) KMi- ^mmW.mmmit'^m^Lfz 
o 10% FCS^^tfRPMIi^*-et§«LTV^7t:Colo205»^2.5X104/ml(7)j)tJS(;p 

iZ'^'iiLfzo 37V. 5.o%mM:ff^Tx-2mmmmLfz^i&. m^tjii^-^ immio 

. 100. lOOOng/mlK^j:^ X^KlO/ul/'y j^J^^XMx.. ^ tl-V^^^l^ MgG( 7 ) 
^fm^ .if' j n - ^ ;Pi5L# ( V ^'-^tt^) ^ ^^iiJ^ 10 y« g/ml 4^ ^ J: d > # -> 

(R&D SYSTEMStt^) =^ll-;^JgO.U 1. lOng/ml-C'fi&ffl Lfco ^14^ > h n i: 
LT. 1^ h^ytHSAtJL^^j^fflLfCo 371c. 5.0%^^;^'>^TT'48B#FBl^«tfcm> 
MTSi^^ (Cell Titer 96 AQuequS Non-Radioactive Cell Proliferation Assay 

:y°u^m±m) ^umm<7)ijmK'^^mmL. ^'y^)\^{z20/ui-r'^\mnLfz 

o ^hiZ37V. 5.0%^m.-^':^rX2m^^mLfz^&. ^S490nm (#HSr^«630nm 
) X(Dm.itJ^'k-^4 ^xn-fu- Y (1420 ARVO ^;^^^-^;^:^'^>^- 

[0 1 0 51 
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mm (Tissue Transformation Techno log iesttlS) KH-t^mm^W^t^^'^M\ 

^Lfzo t'fW.mmmm'k 37 VCmmL. CM5300t#:Hk (CEDRAttSS^) ^fflv>T7.5 
X 105/ml CO its iCpM L . # ^ ;H00 1 T ^ ^ - ^" > ^S' =i 

K > (7ng/mK v^'vtt^) . /n^ Ko n (7 

.5/zg/mK v^r-^tti^) , t: hEGF (20ng/ml. h y ^>yynm) ^ 

^DMEM^^ (v^r^ttM) ) ^^^Lfzo ^(O^k. ffl^^^^*l-?^JSO. 1. 1> 10 
//g/mUl^-^ ct 9 t^lO/^ IZ-^i^W-etlPx. $ fbtc-V^^Ali MgG(y 
^u~i-)UlrXi^ (i^^^-^^im) i^^m^lO. 100//g/inUC=^^ J: 9 i^^'>^>'l^t^l 
0/. l-f-^iJP^/wo 1^143 > b n-;vt LTH htiLHSAtn:#^^fflLf^o 37t:. 5.0 
%^m:^f^TT'24B#F^^«L7tt^PBS-eHH^2lll-3fe^L. ^ ^VI^PBS^IOO;^ 1 
inx.. ^^tlTriton X-100^l^jftS0.8%C^^ id f^lO// l/'^^^^'einx.TtZo 3 

7°c'cmm mm L^^x^^^m^ mm ^ -^^ m^^itmbo jui/^^)i^^m^j:^ 96:k 

¥Jg 7" 1/ - h LLDHT y -b ^ iC^W L /^o LDHT 7 -t ffll>^^ (CytoTox 96 Non 
-Radioactive Cytotoxicity Assay: y°u ;iif^±m) ^m.mW<0:)fm'^1ft^^MWi 

. B.JZ^W±m (IM : yn^p^li^) ^50/ul/'y a-JV^m^.. r^ft492nmtr<^ 
^^Jt^-^^ ^nT'V- b (1420 ARVO > ^ - : WALL 

Aci=±M) Kxm^Lfzo um<D^mts^ii^mtLx. mm<7)^^m^n^Lfz 

o ^•>a^;K7)#m<7)^#^(±||Mfll7i:|sI;m'^^tcJ: ^MlhLfzo 
[0 10 61 

#mLfcit^^^fflv^TlilLTO:^y*T'LD501iS^ft#L/Zo ^tULy^j^ 

:^m^mm. mmKmmLfztjLi^<Dj§km^mmizt'ofzV9yiz. ^m^^mmiz 
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[0 10 71 

i§:i:^iii5 a~ f iife?/tc^5 tc^-To Hsic^v^T. miir-mm. (-•-) 

lE-^}^ Vn^nrnm. V^LM-^^^.M. (—♦--) {iColo205^ffl^^^^1-o ^5 

*ti-^LD50'(it(i. 96;^¥J^^l^- bOi;^^/if)100;« l(7):^:tetC7. 5X 104<7)iE'i' 
mm (l^Mfm) ^»ML. ggeWMli btn:TRAIL-R2^y ^^^-■:^;^feL#=lriE 
#M (lihMm) tcj}P£. ig^;L#:t<7)^jSB#rB^^^^24B#r^^#ML7t:Bf<7)LD50 
^ o fflM h fcLTRAIL-R2^ y ^u~i- MX^ii. I^tt n > h n - ;i/ ^ Jt^ 
LXmhy!)^ ICCo lo205iafl& ^ If SI" ^ i^^i)^^ ^^t hii^hta^fz 

o ^ibtl. ffl^t h^TRAIL-R2-^-/ iJ' n~-^;v^#E-ll-13. L-30-10{i. 
m^MTRAIL^ffimA#:H-48-2^J:l:gcLT. 1^ ME#imWlfflmtcM-r 

[0 10 8] 

^ ^ -C\ L-30-10(il0 fx g/ml ^ffFmtCY^jjp L T ^> ^^p^50%M±=&^ L C ^ 
L-30-1060LD50(ilO//g/mim_h-e*>;|)o i5L#}mj^:^t/^M^r h L 
/ii5''^-7;6-ibIiI;lflt^tCJ: ^)ID50^^i67t:t g/ml $ tlTtio $ 

. F-4-8(i0. 1 IX g/ml ^If fflfl&tcv^jfjn t /i^,«^.-tr^^^:6^'50%iy.T-e^) o fz^hti^ 

F-4-8<7)LD50(i0.1//g/mimT-e^-5>o L-30-lOt |Sl^twIlI^§tt-^tr*o'v>TL 
D50^tt»L/ilS:^. 0.002//g/mli:#m$tL/wo 
[0 10 91 

iE#l^ blfmOLD50;&^Xolo205«<7)LD50<7)Mf&T-ab^:6N -?-<^Jt (N 
/CJt) ^**:>/ic -eolt^. fflMi5L#E-ll-3(iN/C=18.18(10f&iy.±). L-30-10 

{iN/C=100(100i§J^:J.±)-e^) . v^-ftLOjA^^^j WM^^S.O'^^^t^l^^tLTV^^ 
Z-hi^^^ii^-ofz (^5)0 
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00 
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CSS 
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0 




CSI 
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2 ng/il 
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bo 
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00 

csi 


0.002 


0.12 


CSI 
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1 W-40-5 


iH 



[0110] 
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U251*Hfla (^fWffifi*. NO.RCB0461) > Jurkat^ffllS ( 

Tmv>/N-Mft5^. :^B2^^^^*5^#ttM) icov^r^ttrtfco rn^mmKM 

mL. 37V. 5% C02#^T'C-i§«L. fcL#:*lgB»L. BiflBi^JtTt^48BtPBm 

E-ll-13<7)U25imt^M1-'i»LD50:0.3. Jurkatmtr^t-T 'i)LD50:0. lo 
L-30-10OU251«ir^t-r-&LD50:0. 17. JurkatmtC^t1"'2)LD50:0. 13o 
H-48-2(7)U251#fflB&ll>r^f ^LD50:0.24. JurkatlfflB^tC^t-r^LDSOiO. 07o 
F-4-8<7)U251*fflE tc^-r ^ LD50 : 0. 03. Jurkatlfflm KMir^ LD50 : 0. 004o 
W-40-5<^U251*ffl^ KM-^^ LD50 : 1 . 0. Jurkat^fl^ izMir ^ LD50 : 0. 48o 
^i3. U25imtcMLT{±^l-fliJt 4;/g/inl(7)v>^7'^^>-^li-?S (B:^'fb^^ 

[0 111] 

)ja Mir ^ mmw^mm^^n. 

mmMM-hnhtifzmm^ htn:TRAIL-R2^y ^^-f-;^^/L#:OTRAIL^cMi- 
^f^^^. mrtciBrnf ^:^&tct2&o-c^ltL7^co 10% FCS^-^tfRPMi^^^-e^ 

«LTV^f^Colo205M^2.5X104/mlcOjftJSt::P^L. ^^^J^lOOfx 11*0^96 

■>j^^i^-esnx.f^f^. \^hm.m^TRAiL9>^^^n (R&D sYSTEMSttM) im^m 
. \^ vmsAtm^mmLfzo siv. 5.o%Rm-^'^rx-4smm^mLfz^k. mts 

IS;^ (Cell Titer 96 AQueqUS Non-Radioactive Cell Proliferation Assay I "7° 
^lC37t:. 5.0% mm*' ^TX-2mmi^mL fz^^. ^m90tm (#HS?SS630nm) X- 
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(Dm.yt&'k-r^ ^U-fU- V 'j-y- (1420 ARVO I WA 

[0 112] 

#t:fr^I2I6 a ~ e ic^^o fflMli h tn:TRAIL-R2^y n - ;u^#:F-4-8. H-4 
8-2. W-40-5(±. imYL^^'r\Zid\,^XCo\o2Qbmm.\^^-t^r^°Y-l^M%^^t^ 
^(Dm^kiJ^M^hfifZo -:fj. 1116a, IH6blw:fev>-C. iiL#*^^*-ei^iP L/c^^tl 
fi T b - V i^^?Stt7&^^m lb tL^ o i ^ lb . *n:# ^ TRAIL;i>^^*^f: L fc:^ 
^(Dr^°h-iy:^m^t^mtTRAlUZX «9 ib $ ttfc ^> O tL;!,o L-30- 

^f 3^v> i><Dt^^hfi^o E-ll-lStiH-sftJKl g/ml'eTRAIL<:^Colo205mtc^ti- 
^ T b - V ;^ mmi^ii ^nULfzo 
[0 1131 

^M^J13 T-*;!/ i>zM-r ^ b ^;LTRAiL-R2-t y ^ n - ^ ;v*fL#<7) 

mmmiO^^hn ^ tt/z \i Y fjLTRAIL-R2^ y ^ n ~ . i^T<^fiS 

y.*5El^i: LTS^^ltL/Co fl^'^'^^'.^^miei^t^. fflmjL^ K 4. 20. 100 
;t/g/V'^Xl@#: (200y« l<7)PBSi;^ISt/^^)(^) ?:S-^L. M0<7):^l' $ ^ffl^ 

[0 114] 

E-11-13. F-4-8. H-48-2. L-30-10. W-40-5^1/«g/"^'>>^i@#:-C^-^LfzS^t: {± 
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. l{-4S-2{ZMm^^^^^hti. E-11-13. L-30-10. F-4-8. W-4O-5OjllMT'JjLM0 

B#/6-'bit^L-r^^^^< t i,i3Bmimmmm-Mmmmmm^nfz (h-48-2^ 

[0 115] 

E-11-13^4. 20. lOO/ug/'^'y^mi^Tl^^Lfzmx-ii. i^^Lfz-^ ^ :^^X 
^hK^ 300mm3<7)ti^-e'^y?.^5ElP^ LT. E-11-13^20jm g/-7 >?.1B'f$:-r 

[0 116] 

SEQUENCE LISTING 

<110> KIRIN BEER KABUSHIKI KAISHA 

<120> ANTI TRAIL-R ANTIBODY 

<130> P01-0553 

<150> JP2001-150213 
<15I> 2001-05-18 
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<160> 6 

<170> Patentin Ver. 2.0 

<210> 1 

<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 1 

cacgaattca ccatggcgcc accaccagct 

<210> 2 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 2 

tttctcgagg cggccgctta tcactccaag gacacggcag agcctgtg 

<210> 3 
<211> 33 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 

<400> 3 

cacgaattcg ccaccatgga acaacgggga cag 33 

<210> 4 
<211> 48 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence Isjmthetic DNA 
<400> 4 

tttctcgagg cggccgctca ttaggacatg gcagagtctg cattacct 48 

<210> 5 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 
<400> 5 
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ttctacgagc ggcttatcac agcctcctcc tctgaga 37 

<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic DNA 

<400> 6 

ttctacgagc ggccgcttat cacaagtctg caaagtcatc 40 
10 117] 

mm^ 1 : ^^DNA 
mm^2 :^^DNA 
mm^ 3 : ^^DNA 
: ^^DNA 
mm^ 5 : ^mnk 
mm^ 6 : -^^DNA 

mi] 

Col o205 tc^f h mmrn"^^*^ * ^-rnio 

[BI21 

Co io205 Kn-t h mmmmr^'^ ^ ^i-bIo 

[I1I31 

H hi5LTRAIL-R2^y ^^^-^;^^5L#^m^■t^^^-r r'; K--7(^^*±rt'4'<7) 
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Colo205tcMi-^m^SI*rl&tt^^1-IiI h IgG(7 ^ n- 

[1114] 

HUVEC ti^ti" -i) ^fflfl&?Bil#i^'tt =^^i-BIo 
[0 5] 

me] 

o 

[1117] 

fflS^li htn:TRAIL-R2^y ^n-:h;l/^#:E-ll-13. F-4-8. H-48-2. L-30-10. W 
-40-5 ^ . 1 g/"^ XlH#tr3[ilPg B S-^ L i <7)M#cO:;'c i $ ^ iJJ^ L /c^ 

:f:^^-t'llIo 
[US] 

ffl^t: h^TRAIL-R2-ty ^^^-:^;^^jt#E-ll-13^4. 20. lOO/^gZ-^-^y^lifr 
T'4111^-^ L/C t i <7)ll0(7);k;i $ ^iij^ L/c|S:^^^-rillo 
11119] 

300mm3(7)JMv^y!. tc>ct L. ffl^H hJ;LTRAIL-R2^y ^ n - :h;i/J;L#E-ll-13 
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